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Sir: 

DECLARATION UNDER 37 CFR SU32 
I, Jochen KJock hereby declare as follows: 

1 . That I am an inventor of the subject application, a citizen of Germany and that my 
address is as stated in my Declaration under Rule 63 of record in the subject application. 

2, That I am employed by DSM Nutritional Products, B.V. (previously Roche Vitamins 
Ltd. and F. Hoffmann-La Roche Ltd.), Basel, Switzerland and have assigned my rights in the 
subject application to DSM IP Assets B.V. 

3. Attached hereto is my Curriculum Vitae listing my publications in the field, 

4, I have read and am familiar with the Official Action dated May 12, 2009 as well as die 
published international patent applications of Gudas et al WO 02/060430 Al and Collier et a! 
WO 01/10427 A2. 



1501711 



SCHEHLMANNetal 

AppL No. 10/593,487 
DRAFT 

5. That the following experiments were conducted by me or under my direction and 

i 

control: 

■ ■ » m m — 9 

» * •« »• # » 

An fa v//ro cell culture of human primary keratinocytes has been chosen to show die 
synergistic mode of action of Retinol and 4-phenyl butyric acid, respectively retinal and 2-phenyl 
acetic acid. This model is able to simulate the in vivo situation in human skin by studying 
differentiation processes (Poumay et al, 1999). To monitor such differentiation processes 
transglutaminase 1 (TGI) is a well known marker molecule (Polakowska et al., 1999;. 

Culture of epidermal keratinocytes 

Epidermal keratinocytes were isolated from human foreskin biopsies and cultured in 
keratinocyte serum free medium (KSFM made by GIBCO) in a growth chamber with 37°C and 5 
% CO2. At the second passage, cells were transferred to 6 well plates and allowed to reach 
approximately 50% surface confluence. 

Expression of transglutaminase 1 (TGI) by differentiating keratinocytes 

Retinol was solubflteed in ethanol/cetrahydrofriran and 4-phenyl butyric acid and 
phenylacetic acid were independently solubilized in DMSO. Retinol solutions were handled 
under yellow light conditions only, When keratinocyte cultures had reached the appropriate 
confluence, the KSFM medium was supplemented with 1 .3 mM calcium, in order to induce 
keratinocyte differentiation and thus induce TGI expression and the treatment was started with 
either retinol in concentrations of 1 x 10* M, 4-phenyl butyric acid 50,0 uM or phenyl acetic 
acid 0.5 uM alone or a combination of retinol plus one of the two substances. For every sample, 
medium and treatment substances were changed twice daily. 

Seventy-two hours after the beginning of the treatment, cells were harvested and the 
RNA extracted. RNA was reverse transcribed into cDNA. Relative quantification of TGI mRNA 
transcript levels in control versus treatment cultures were determined using multiplexed real time 
PCR analysis. Repression level is given as a normalized multiplicator relative to the non-treated 
test cell. The results are shown in table 1. Retinol, 4-phenyl butyric acid or phenylacetic acid 
alone showed only weak modulation of the terminal differentiation process in epidermal 
keratinocytes. Surprisingly in combination synergism emerges. The differentiation marker TGI 
in human epidennal keratinocytes was more than 1.4 fold or 2.3 fold downregulatcd for the 
combination of retinol plus either 4-phenyl butyric acid or phenylacetic acid, respectively. 
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The enzyme transglutaminase 1 is a well-known and accepted differentiation marker in 
human epidermal cells ^Cultures with keratmocytes e xpressin g thjsjnarker.are^jnodeLto. . 
simulate the differentiation process of the skin. Slowing this process down results in an improved 
q>idennal thickness. Based upon my experience these studies show that when applied together, 
4*pheny] butyric acid, or phenylacctic acid in combination with a retinoid slowed down the 
process. 



Substance 


Concentration 


Fold change in 
TG-] 
expression 


Synergistic 
change (total 
observed/ 
additive) 


Retinol 


lxKTM 


-1.47 




4-PhenyI butyric acid 


50.0 uM 


-0,09 




Phenylacetio acid 


05 wM 


+035 




Rctinol + 4-pheny] butyric 
acid 


l~l x 10"*M+50.0yM 


-220 


1 ,4x 


Retinol ± phenylacetic acid 


IxKTM+O^fiM 


-2.57 


2.3x 



5. That the above information to the best of my knowledge is correct and accurate. 

6. I declare further mat all statements made herein of my own knowledge are true and 
that all statements made on information and belief are believed to be true; and further that these 
statements were made with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 ofTitle 18 ofthe United States 
Code and that such willful false statements may jeopardize the validity ofthe application or any 
patent issuing thereon. 



Date: 23.0?. 
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Curriculum Vitae 

Dr. Jochen Klock 

Richard-Strauss-Str. 8 
D-79104 Freiburg 

I studies biology and received my Ph.D. in genetics and molecular biology at the 

University of Cologne in 2000. 
My scientific career I started at the Max-Planck-lnstltute in Cologne and Freiburg with 

a special emphasis on genetics, cellular signaling and skin biology. 
In 2001 I joined Roche Vitamins Ltd meanwhile known as DSM Nutritional Products 

and was heading the skin biology and skin penetration unit for Personal Care. 
Since 2005 I am responsible for Portfolio Management in Personal Care covering the 

R&D segments for skin, sun and hair care. 
In January 2008 I joined the New Business Development department and was 
appointed as Global Marketing Manager for Hair Care. 



Publications 

SjfiSfcJ. Mai B Saecter C 2002. STAY-C® SO - Potential in depigmentation. Society 
of Cosmetic Chemrsts of Thailand (SCCT) Conference, Bangkok. Thailand (oral 
presentation). ** 1 

KJopJii, Mai B, Burdick D, Maillan P. Schehlmann V, 2003. Inhibition of 
pSSZFIZ* Poising New Results with a New Developmental Compound. 7th 
Personal Care Ingredients Asia Conference (PCIA), Manila, Philippines {oral 
presentation). v 

go^kj, Mai B, Burdick D, Maillan P, Schehlmann V, 2003. Inhibition of 
Melanogenesis in a. HumanjVletanocyte Cell Model - A Comparative Studv & 
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KlQ Pfe, J . 2 °04. Sodium Ascorbyl Phosphate still has unexploited potential in 
cosmetics. Int. J. of Applied Science (Sofw) 139 (9), 46-56. 

Klock 4 2004 ' Natriu ^ Ascorbyfphosphat - ein multiaktiver Wirkstoff zum Schute 
geaunder Haut und zur Behandlung von Problemhaut. 20* Forum Cosmeticum 
(SCC), Luzern, Switzerland (oral presentation). 

KlfifikJ, Ikeno H, Ohmori K, Nishikawa T, Vollhardt J, Schehlmann V, 2004. Sodium 
Ascorbyl Phosphate shows in vitro and in vivo efficacy in the prevention and 
treatment of acne vulgaris. 23rd International Federation of the Society of Cosmetic 
Chemists, Orlando, USA (poster presentation). 



K!2SU, Ikeno H Ohmon K, Nishikawa T, Vollhardt J, Schehlmann V, 2004. Sodium 
Ascorbyl Phosphate shows in vitro and in vivo efficacy in the prevention and 
treatment of acne vulgaris. 7 th International Society of Cosmetic Dermatology 
Congress, Rom, Italy (poster presentation). 

Westenfelder H, Schehlmann V. Klock J, 2004. Oral care compositions comprising 
ascorbic acid denvative. PCT Int. Appl. (2004), 1 5 pp. CODEN- PIXXD2 WO 
2004041228 A1 20040521 

Burdick D, Maillan P, Klock J, Westenfelder H, Schehlmann V, Saecker C 2004 Skin 
9 i n ^ composltions ^Pnsing bispantoylcystamine. PCT Int AdpI (2004V 31 
pp. CODEN: PIXXD2 WO 2004062635 A1 20040729 * *' 

S&'ST 0 1' ? h T i K Nisnlkawa T - v o»»ardt J, Schehlmann V, 2005. Sodium 
Ascorbyl Phosphate shows in vitro and in vivo efficacy in the prevention and 
treatment of acne vulgaris. Int. J. of Cosmetic Science 27, 1-6. 
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Schehlmann V, KlgcU, Maillan P, Vollhardt J, Rawllngs A, Beumer R 2005 
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PCT int. Appl. (2005). 43 pp. CODEN: PIXXD2 WO 2005092283 A1 20051006 

KJssyx Maillan P. Vollhardt J, Beumer R, 2005. Preparation of amino acid and 
peptide conjugates of arylalkanolc acids for cosmetic use PCT In? Aool t£L v 

pp. CODEN: PIXXD2 WO 2005092850 A1 20051006 P ( 1 
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Beumer R, KJpckJ, Vollhardt J, Maillan P, Stoeckii 8, 2006. Amino, amino acid or 
peptide conjugates of retinoic acid. PCT Int. Appl. (2006), 49 pp CODEN* PIXXD2 
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Beumer R, Klock.iL 2006. Novel cosmetic compositions. PCT Int. AddI (2006) 44 
pp. CODEN: PIXXD2 WO 2006029818 A2 20060323 1 J ' 

Young A, Orchard G, Harrison G, Klock J . 2007. The Detrimental Effects of Daily Sub- 
Erythemal Exposure on Human Skin In Vivo Can Be Prevented by a Daily-Care 
Broad-Spectrum Sunscreen. Journal of Investigative Dermatology (2007), 127(4), 
975-978. ' i 
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